Generating Standard Curve

DNA extraction and purification
Real time PCR with TaqMan probe
Coagulation, Flocculation, & Sedimentation
Coagulant: Ferric chloride: 0 to 120 mg/L Polymer: Cationic polymer, Poly-DADMAC Rapid mixing at 100 rpm for 1 minute Slow mixing at 40 rpm for 10 minutes Followed by 20 rpm for 10 minutes Withdraw paddles and allow to sit 30 min
Quantitative PCR (qPCR) vs. Cell-based infectivity assays
Significant correlations between the two methods for log removal of tested viruses was observed.
adenovirus (R 2 = 0.614, n=11), coxsackievirus (R 2 = 0.704, n=9), and echovirus (R 2 = 0.809, n=9) The correlation was 1:1 ratio between qPCR and cell culture -Coxsackievirus (1.04:1) and echovirus (1.17:1) -For adenovirus, the ratio was 1.54:1 possibly due to the relatively conservative determination of CPE for adenovirus compared to a PFU assay for the other viruses, resulting in underestimation of log removal. Further study is needed to elucidate the difference between the two methods for adenovirus. TaqMan probes designed for this study resulted in no cross-reactivity by amplifying only the target genome (data not shown), indicating that qPCR enables simultaneous quantification of several enteric viruses, thereby enhancing its applicability for virus removal studies. The results of this study clearly support the applicability of qPCR assay for benchor pilot-scale experiments for measuring microbial removal in drinking water including the CCL viruses and Cryptosporidium oocysts.
PFU qPCR
An immunofluorescence assay (IFA) for Cryptosporidium oocysts Epifluorescence microscopy should not be performed for more than 4 hr/day nor more than 5 consecutive days/week for an analyst Adenovirus type 4 Forward primer (19794 -19816) Reverse primer (19866 -19849) Probe (19818 -19835) 5'-CATGGACAACGTAAATCCCTTCA-3' 5'-GTTGCCCAGGAGCATGGA-3' 5' FAM-CCACCACCGCAATGCGGG-TAMRA 3' 59 60 68
Cryptosporidium parvum
Forward primer (CPHSPT2F) Reverse primer (CPHSPT2R) Probe (CPHSP2P2) 
